E. coli O157:H7
Ground Beef, Cooked Beef Patties, Beef Trim/components
and Fermented Sausages

. . 1 * This chart represents the best case scenario
Weigh five 65g sub-samples, add 585ml of mTSB+n * to each sub-sample or but analyses may take longer due to normal

per 3259 sample add 975ml of mTSB+n *, stomach for 2 min. analytical circumstances such as restreaking
Incubate @ 42 + 1°C for 15 to 22 hrs. isolates for purity.
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- Streak prepared mTSB+n to
Prepare aliquot of mTSB+n for Rainbow Agar and incubate
Immunomagnetic bead capture @35°C, 24-26hrs
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Pick typical well-isolated colonies from Rainbow Agar and test for the O157
antigen using the RIM™ latex agglutination test.

Negative or atypical colonies, re- Pick up to five latex positive colonies and streak for
incubate for 6-24hrs@20-24°C purity to SBA® and incubate @35°C for 16-24hrs.
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Pick typical well-isolated colonies Examine SBA® under UV light for contamination and test a colony for:
from Rainbow Agar and test for 1) 0157 and H7 antigen using the RIM latex agglutination test
the 0157 antigen using the 2) Biochemical confirmation using VITEK
RIM™ latex agglutination test. 3) Shiga toxin confirmation using EHEC Kit.
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Shiga toxin Gene PCR
and/or
fliC; Gene PCR (H7)

Examine SBA® under UV light for
contamination then test colony for
1) 0157 and H7 antigen using the RIM
latex agglutination test

Pick isolates to
cryobeads for storage.

2) Biochemical confirmation using VITEK Shiga toxin Gene PCR
3) Shiaa toxin confirmation usina EHEC and FSIS Laboratories: Pick
* fliCnz Gene PCR (H7) isolates to nutrient agar
0157 (+) deep for PFGE testing at
+ 7
H7 (+/-) OSEL
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Shiga toxin Gene PCR 1 Modified Tryptone Soya or Trypticase Soy Broth with
and/or novobiocin plus casaminoacids

Laboratory Electronic Application For Results Notification
Biological Information Transfer & E-mail System

E.coli O157:H7 Latex Test

Sheep Blood Agar

Automated Microbiology Test System

Outbreak Section of the Eastern Laboratory, USDA-FSIS

fliCy; Gene PCR (H7)
Shiga toxin Gene PCR

and
fliCvs Gene PCR (H7)

References: Microbiology Laboratory Guidebook MLG 5.05, MLG 5A.02 11/15/10
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